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A peptidase having the following properties: (1) it has aminopeptidase activity. 
(2) Opt. pH: ca. 6.5. (3) Stable pH range: 7.0 to 10.0 at 4 deg . C for 5 hrs . (4) 
Opt. temp.: ca. 45 deg.C. (5) Thermal stability: Stable upto 40 deg . C when held at 
a pH of 7.0 for 10 min. (6) Substrate specificity: It has a high specificity to 
L-alanine residue. (7) M-W. : ca . 86 kd by SDS-PAGE and present as a hexamer. Also 
claimed are (1) a method for the production of the above peptidase in which an 
Aeromonas (A.) genus microbe producing said peptidase is cultured and said 
peptidase is sepd. from the culture, and (2) A. salmonicida subsp . KUPD-1 (FERM 
P-14260) producing the above peptidase. 

ADVANTAGE - The enzyme is for the improvement in taste and flavour of stored 
edible meat . 

In an example, A. salmonicida subsp. KUPD-1 was cultured in 2 0ml of L medium AT 3 0 
deg.C for 24 hrs. The culture was further cultured in an L medium at 3 0 deg.C for 
20 hrs. 200ml of the culture was further cultured in 20 liters of a medium contg. 
0.2g dipotassium hydrogen phosphate, 0.4g disodium hydrogen phosphate, 1 . Og NaCl, 
0.2g glucose and 0 . 5g protamine in 100ml water at 30 deg.C for 43 hrs. The culture 
was centrifuged and the microbe body was washed with lOmM phosphate buffer and 
suspended in 400ml of the same buffer. It was crushed by ultrasonic wave and 
ultracentrif uged to give a supernatant crude enzyme soln. It was salted out by 4 0 
to 50% ammonium sulfate to give a total activity of 87.6 U. It was purified by 
anion exchange chromatography, a hydrophobic chromatography and gel filtration 
chromatography to give an active fraction having a specific activity of 29.9 U/mg 
protein. 
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©S!^cS14 : pH7.0T'10$H3J&£f Lfc*&fcs 40t:4t- 
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^>, J. Biocheni. . 105 , 505(1989)) , ^^cryWmMi 
(NishimuraA,, Agric. Biol .Chem. , 52(9), 2183(198 
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5 b* (L-Ala-/3NA) Sr^St L^£<7)v£fii£l00£: t 
fc«***Stt ( % ) ft* 7 30 
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[0046] JjcAW-f-y—fefii, yfSS£*tLT 

[0047] Hj5fe^J7 

( ^7"^- y—^oy^TmM^. ) 

( 1 ) SDS;K V T9V)VT 5 F^;U^&I&t:iJ:.?>-frT- 

SDS,-K'JT^'J/PT5 (SDS-PAGE) & (L 

aemmli.lJ.K.. Nature, 227. 680(1970)) X^^T^? 

[00481X7 7'm^.acfi!lKffi ( ATTOtlM ) ±f )SDS 
^'JT^U^TS F^/P (^•«t^;Kl2.5%)fcj:tX}ia« 

y/K3%) ) fc, ±ie*i6^i3 ( 3 ) Tit ^n/c»ia$ix 

fca(c^7*f-r— fe'20/z g£ttg\ 40mAT'110frHcSS 
iH*^— # — tLT. *X*'J5-*b (#^94,0 
00) . '|*17^7'5>- (#--r-J£67,000) . $mT)V7 
S> (^-TS'IB.OOO) . ^,f- 7 .^r^tK7-t' 
(^•TM30,000) . ASMJTyWytt*^- (20,1 
00) . )o±X/a-5>7hTJ\sS$.y (4Hf:§:14,400) £ 



1 3 

3,000) . *^7^7yth'5- If (^*30,00 
0) . "Alb'JTi'Wytt^- (20,100) s i><k 
TA hT^y^y (#TJ:14,400) 

86kDaT'&S d ttfWofrttotz . 

[oo49] ( 2 ) y;i^at± 

[ 0 0 5 0 ] 0. 15M-NaCl £^trl0mM'J yWMffiM <pH7. 
0) -C¥$Hfc; LJtFPLC Superose12 (77K ! /7tt) 
fc. ±ie»ftW3 (3) T^ft^MSft^*^^ 

V (4H^&669.000) . 7x'Jf> (#T-fi:440,000) . 

*f (^> I f 1 *232,000) , 13^^7/1-^7-*' 
(^«158,000) ^RBStolsSllU Jiia^ffivST-y'/P 

o«) sr-^-r. ia+<oo(i. ^T-f-y-^ zlx* 

669,000) , y.r.V1-y (^M440,000) , flV?— if 
OH^«232,000) . *J,fctfT;H*9~ *f (#^Jtl58.0 

oo) &$tt. 

J: 0 . -iFKT+y— b'ti, ^^S*«786kDa(7) 
[0 0 5 2] 3gftffl8 

Tof7- tfffl.^fflTj!!BaUfC. lmM:7x — /k*;?:xx 
/M^-;l^-7/^'J H (PhMeS0 2 F) . lOmMH— KfHBL 1 
mM-EDTA-2Na, 0- lmM^^X^f-^, O.lmMcM "vT^ 
>\ *5j:7Jf0.1mMejL-cr?.4 ^->-tO#Hl^jT\ ±12 

ntteM3 (3) 'cn^ixfzwmsiirc^y^-y-^ 
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[0054] tfti* 3- h'Si^K^J; 0 . ^ 

L-<ffl»«r*w\ **: a -fo**- victor. ^-r*Hc 

[0055] mMM9 
20 fcS-fr. ^Tf-^--<f^)vg14^^-x«.I^#^M^„ 

S:*col-t$ /s? (p^/a ?'wsw8l iw-y. 

7*"/.. t'J'/. Xld-'/. 7 0 PV/) . toXX/r Ws* 5vMt%:Z> 
idtRjE««t»t:Jnii.. ±femS0!3 (3) T»£»iufc 

siisnfc e «o?sh=. * «^ Lfc . »at±r 

9 CTxt". 
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[0057] ^Tf-^—Wi, *rr$-£L-D-f 

50 L-roijy. ^Uv-y. L-xu^-y^b'T 
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[0058] mtfeM 1 0 

^n^^y^y— ezm^x. h-ml^,. ^^z±m 

mt. JxJtwSJSgV Sr^-T. Ell 2(2. Hanes 

-wboif^rn-y h^-sftL. B4»*>**ni. mmnm& 

[ S "J o (mM) . LT8MWi, [ S ] o/V (#/ml ) fcjj* 
*3\ HI 3Ji. Dixon7"n<y h£flU lU^WHtttti s 

JiM<Oj£ilt 1/V (^-/^Bt*) Sttk-To ®«t*<Dte& 

cx a. ^ti. mmffi&fiK -hx-f^o. k 0.2. o. 

3, 0.5mM<7)%£<^i&S£-7r^~. 

[0059] i ft £> officii J: 9 , jar^f— t£ 20 

i #18 jtx MT'ft I) Z t tfW L> frk%:-? fz . 
[0060] 

&&mmztiz>. ^Tj-y-w*. ry->izftm& 

^W.fc'j^cP^iftr^ffl^l*. JSMfiSaFfcrlrffl 30 
[01 ] fflPS$<mO-55%Ki£Hfr£^JDL*:|JM* 



#if7-289256 

1 6 

ywgmvmm (280™) fcit/r^-^rsy^. 
rf-r— ifvgttffi (u/mi) 

[02] i-f*y^7A^a-7h/77^-tJ:l> 

3fi& (280nm) ilXT^-^T 5 V^T'f-^'— fe'ffitt 
( U/ml ) £tT^\ 
[S3] VtAi9why*7~7 4—£.£&T'5~>'T$.S 

I- ^"9 7 ^ J: S^iBBfl-o* >JWUm*gde& 

(280nm) t> iOW-^T 5 J*.?*?— tfiiSteffi 
( U/ml ) £tkT<. 

[04 ] P H4— 10<7^HT'3t5^rf-r— fe'MttSr^L 
[i5] *^r-f-^— fe**pH4~12C^^T. 4°CT"5 
[H6] 20-^T:<7)ffiH'C*'<r-f-r--tf?g'a^S9®t 
[ H 7 ] ^T-f-^— 4 — 60*C<7^fe#T . PH7 . OT'l 
[H8 ] "^T-f-.r— ifcoSDS-PAGEtiJ: ^M^n":? — V 
[ H 9 ] SDS-PAGKOtftJbMlifc* £> MIS. LAz^^r-1~y— \£ 
[HI 0] y/^^tWM^6«K£Lfc*^V"f-^-- 
[HI 1 ] tfRiEtc*Jtt4 . 3£®^M«t 

[HI 2 3 a|B^rf-r— tfRKfc:*itt*, MW^iffilSi: 

M^IE/K^JIK^^^^ Liz , Hanes-Woolf ^ 

[Hi 3] ^y^y~VKfciz-hi,t$> . mMZtvtzfii 




(10) 



^¥7-2 89 2 5 



[04] 



[05] 




[136] 



[07] 




[09] 



[01 0] 





12 13 14 

*ta«K cm i > 




10 12 14 




94- 
67- 

43* 
30- 

20.1- 
14.4 



■86 



[01 1 1 




[01 2] 



0.2 0.4 O.S O.B 

[Slo <mM) 




0.0 0.1 0.2 0.3 0.4' 0-5 0.6 0.7 

[S]„ (mM) 



[013] 




-BO -40 -20 0 2D 40 6D BO 100 

e : o-r^ ^>{pM) 



